. Characterization of DSS-induced colitis. Wild-type C57BL/6J mice (male, 8-10 wks old) were given drinking water containing 3.5% DSS up to 7 d, or normal drinking water as controls (n = 5). (A) Body weight and (B) disease activity index were monitored on a daily basis. Mice colonic tissues were collected at the time points as indicated (n = 5 per time point), processed for routine histology, stained with H&E and (C) examined under a light microscope. *, P < 0.05 versus d 0.
. Characterization of Sirt6 IEC-KO mice. (A) Tail biopsies of Sirt6 IEC-KO mice (Vil-Cre +/-; Sirt6 Co/Co ) and their littermates were processed for PCR-based genotyping using primer sets for Vil-Cre transgene (upper panel) and Sirt6 allele (lower panel), respectively. The PCR amplicons derived from Vil-Cre transgene, floxed and wild-type Sirt6 alleles were visualized as 1100, 453 and 399 bp DNA fragments, respectively, in 2% agarose gels. (B) Sirt6 protein expression is abolished in Sirt6 IEC-KO mice in an intestinal-specific manner. Total protein extracts from the indicated tissues were analyzed by Western blot using anti-Sirt6 antibody. Anti-β-actin was used as a loading control. (C) Intestinal epithelial specific ablation of the Sirt6 gene in mice does not affect body weight. Sirt6 IEC-KO mice and their littermates had their body weight measured at 8 wks old. (D) Intestinal epithelial specific deficiency of Sirt6 does not affect intestinal morphology. Representative sections of an H&E staining of small intestine and colon of Sirt6 IEC-KO mice and their littermates at 8 wks of age. SI, small intestine.
Supplementary Figure S3 . Effect of LPS treatment on intestinal Rspo1 mRNA expression. Sirt6 IEC-KO mice and their littermates (male, 8-10 wks old, n = 4-7 per group) were intraperitoneally injected with either LPS (2 mg/kg) or saline (100 μl, sham control). Twenty-four hours after treatment, mice were euthanized by CO 2 inhalation. Then, colons were collected and processed to determine levels of Rspo1 mRNA by qRT-PCR.
Supplementary Figure S4 . Profiles of cytokine and chemokine expression in colon and plasma of mice with DSS-induced colitis. Sirt6 IEC-KO mice and their littermates (male, 8-10 wks old) were given drinking water containing 3.5% DSS for 7 d. Mice were euthanized at day 7 of DSS treatment. (A) Colons were collected and processed to determine levels of indicated cytokines and chemokines by quantitative real-time RT-PCR. n = 9 per group. (B) Blood samples were processed for isolation of plasma by centrifugation at 1,000g for 10 min at 4°C, followed by measurement of levels of indicated cytokines and chemokine using MSD multiplex array. n = 4-5 per group. Results are expressed as mean ± SEM. Supplementary Table S1 . List of genes differentially expressed only under naïve condition 
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